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PURPOSE: To obtain the subject new antibody inhibiting the combination of a C5a receptor to a ligand, not neutralizing 
a biological activity produced by the combination of the ligand, useful for measuring the receptor of a complement 
ingredient having a biophylaxis function, etc., and used for researches, etc. 

CONSTITUTION: The new anti-C5a receptor monoclonal antibody inhibiting the combination of the C5a receptor to the 
ligand but does not neutralizing a biological activity produced by the combination of the ligand. The anti-C5a receptor 
antibody is useful for the method for immunologically measuring the receptor of the complement ingredient C5a having a 
biophylaxis function, and extremely useful on the research of the action of the C5a on various diseases and on the 
research of the progress on the expression of the C5a receptor. The antibody is obtained by binding a polypeptide 
having the No. 1-20 amino acid sequence at the N-terminal of the C5a receptor to a carrier protein, administering the 
obtained hapten in a mouse, collecting the cells of the spleen after finally immunized, fusing the collected splenic cells to 
myeloma cells, selecting a specific antibody-producing strain, cloning the strain, and subsequently culturing the obtained 
hybridoma. 
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1975^). M^HTft, fiBBaii»t£t#*-y->3 1 X 7 
5/7'xU>Rt;5 1 55 ; >S-&tl, l)W5HATM 
^icffi^b 1 0 BM8«Lfc. aftBSMBMeOaKNi 
S^»7*SHATi§ffl^e75y77 L U>£^fcH 

(3)/W7'J H-V©a*?*±^ D-~>^ 
BS-& 1 0 - 2 0 BftK/W7*U H-T©ffiS*S®fc© 
Tf, (1) TflSai/ftBSA-C5 aRi-iittUKfc-r 
5EL I S AK±0. /W7'J H-Vl§8±f»*©ftft 
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9 

0t?3 0flB£B31i:fc. *V»T?» l®ft#&. 2^ctrt 
■BibTF I TCWI^^fav^X I gGSfttEJSS 
tffc. 3 0»SMFACStar (^h>T-f*> 
7>tt) KftLfc. MH1/2 OStttO^JW'fBfcB 
MHl/2 0$i«:H IgGl, 

(4) MH1/2 0ffift©BK 
*»0. Sml&lfifcttBrt&^bfcBALB/cY-?* 
K, /W7*U H-THBMH 1/2 0 2X10 6 B£ 

mmmhtc. #910-15 nmzm*mwL-?n 

0 fttta 0 MH 1 / 2 0 ttftfcBB Lfc. 
[0015] gUtM 2 C 5 a BSSff BBttfcBit 
KB 

(1) P3 9 (+) nno&fl; 

P39 (+) iffluss, tiiiifflifiioussnfc 

SID-f FBBfcP 3 9MBB&tlttft3&& (C 3) 

W?$>% (Matsumoto, M. b, 3-nfcT7> 

;l< ;t7* -f Ay/OJ?— (Eur. I. Imiunol.) B21# : 

1787H, 1991¥) . JICMBtt. cA»)*» 

<f»««®BBfc*NW*. iMUO««©lotUTC5 

N - 7t3Ml/- D - jWntfS 

fflV>P3 9 (+) BB©$Hfc«BBL£. -?-©#&«& 
©t*50-C&£. #lfcbfcffllB£2IIIifc#bfc&l 0' 
/ml HBSStCBBU*»«5tf g/ml© Cytochalas 
in BT1 5^MSJ&31i-fc. :©IB1S«100m 
l fc*RUfcC 5 a 1 0 0 u 1 3 7K>"C 1 EMS 
KJSfg?8£l 5 0 OEMEf'Tl OflBB'&U 
±mi 0 Om 1 £9 6ft7>-M:BU !inc«Rp 
- ~ h n 7 x r:jW- N - 7±9)l- J3 - D - iW3 5 
PftBOmM 7I>BB»& (PH4. 5) re IB 
MEBbO. 4M7' , Jv'>B«B (PHI 0. 5) £8s 
Bl/TEfc&Blh. 4 0 5Dmt?K^SSa!l^Ufc. £© 
B*tt (BD tC*Tt*59P3 9 (+) BB (•) 
tt, 2Blflt?M;l/-?-©Btt» BBtBWECBrat. 
BB. ffltlTy^cAMP^ag (□) £<fctf 
C 5 aBBB (O) P 3 9 (+) «B®BB&tt&RB 
©£8n?«£Lfc. 
(2) R#C±.5C5aR©«BBBttB 

jjbbbbi- (i) -?*LfcP3 9 (+) bbsmis© 



#$¥8-10 9 2 0 0 

B 

^fr-fBto^O. 5mM 9~f7U)V-cm rt?2 0 
WMWtStffcBBt'bfc^'CO. 1, 0.3, lB.fctf3 
nM©C 5 aBBK±*»BO*ffl*R«0*ft"eBB 
Lfc. C©ifMHl/2 0ft«: (2 0/ig/ml) 
lEU-CbBWaniBBcDBtfiBfiBttBSnB^o 
fc CH2J . ft*. 0*. DttttBaBTOBBafcO 
HttB*#ftT (B«D OB****-*". 
[0 0 16] HB093 C 5 aB&HBSttttB 
C5 a©C5 aR^O^li, 125 I-C5a«BV». 
BifiB. BB, $>5M$, BfcUfcBBfc£^©BS* 
3 0£#SlBB£*3tt. *BB»tB*5MBCBV» 
ftBBttSBB-rJ&ilfcfcJ^TBBT**. C 
©B^SHB1-*BB*aB-rs«^!SH«. £<©•* 

tt, BBK&BBU 126 l-C5a©B^©B^*B 
•^**B*BV»6 £ fc**T?£*. 

(1) B0I#©i8B 
#<fcP39 (+) BB&HBSSTfBBU 0.25M 
->3», 0.04M NaCl, 0.1M KC1, 0.00 

20 5M MgCh, 0. 0 2MHJXBRSBB (pH7. 
6) fcf >ktf^-*^f-JV (1 0 tiM a^<77 
y, 10 yM «rf7>95-> t 50/iM 0-7It> 
Xn'J>, 10 0KIU 77uf~y, IOOmM 

BB (p-APMSF) } SBAfct>©CBBl/fc. 
^7n:/*«y*>f1f-fcBBBB«ft^nT. *±1 
0 - 4 0 x h n-f«Bftff 5. BBBTBBBjWKB 
S*a, «KttB»SnTt»SO*«Bb&. 3 0 0 00 
Bl0»BB<fU BRtfBBSnB^o&BBSB 
50 £, ±B£5nM EDTA&JD^-T, 1 0 0, 0 0 00 
B2 0»MB'Ci>tT#5n&Jtfi*PBSKJ:fi©'f > 
th'^-^Ji'xJl'iiSiMEDTA Afc^ffiltBB 

(2) C5aB£tiB 

±B (1) -CBBUfclSH^l 0 6 <@BBffi3tc 125 I - 
C5a (lO.OOOcpm) £J)D^. *±6 0#WHJ& 
9y7,74)\/9- (Whatmann GF/B) ±T5K?I 
Biil/3HIi!fe#Ufc. 7>f;^-Cb7y7*sn&ScB 
»tt*BBL&. COB^EB©BBtt*Bf/t»» * 
40 j*5-*JVLTV>fcV>3-;PFC5 aSBSBfbStfTR 
f5^lCjn^fctC53-;WHC 5 a©»Sft#tt©B^ 
B**«*Sft, B^V-fe7*^-/'J^>HBBMKiS 

V n-^BBMH 1/20 SB AfdS. S^B*fe# 
MIC 125 I - C 5 aB-S-BB^Sn/!: CH4] . ±E 
^BB (2) ICB^T. MH1/2 0*<C5 aitgP 3 
9 (+) BBOUBBBBl/fc^fctafc*. C5a 
R t C 5 a ©B^BiC* 1 2 BJJrEU-C** H t S:^ UT 

a? [0 0 17]«BB4 7n— iJ-'f MHJ- 
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(7) 



ftM¥8-109 2 00 



11 



12 



(1) m&mmm 

sMSjfcfr&SHiLfcff**. *±t«Mr;P3 9 (+) fflj 
Oia#©if&&£:7n-lM Mh 
UHMTfcJ^TJfcMlyfc. 1 O'iClfiSF I TC 
SISbitMHl/2 Offitt (2 0 tfg/nl) tO. 0 1 
%7"Jiti-hV<y&, l%FCS©#«T*±t?3 0^ 
ttfc. HSflfflTC 1 0ifc# UFACStarlC 
{fcLfc. (0 5) ~ (0 7) £*<K Hf 

<P8* (05) P3 9 (+) (06) tfclC&tA/t'-r^ 
TOlMH9»!l<»6anT*DC5 aRS*WC«8l, 10 
TV»*i: 5fe5Mt<OP 3 9 (+) fit. 

^<MHl/2 Olt4l'ftiftfrbTto&*<9& B7). 
ft*. 0*£«tt, MH1/2 0S*. ifiiiSfiittliTfc 
50KT 3tSfrt©EjS**-T. 

(2) jfuh««J:Z^BildnMUMEGO l 

1. duhftoftH 

fftfc^l OXMOfh?-* (B**H* 
^I>D->-th>J^A®3. 8 %*&!£) «f^#A»fc* a> 
IU fcaTSfc 3 0 0 OErtETS^l/fc. 3 o o oine 
»aft5»WTrao*jhft. Jt»SjiuMR«BjMI (P 

rp) thxm^Jt. zzT*i^Mn*9^tusmoh 

5mM EDTA£-&tJ Tyrode JgSrftSffl 
9 0 0 0IHE2fJ>W©8'fc£fTofc. 

2 . il/JvR^OMH 1/20 &#©*§"& 
jHuh*±fctt, C 5 a R#«SUWTt>4>»T»5i: 

99>P*J:0]EWCttttbfc. TftfcSPRP 1 0 0 30 
U lfcMHl/2 0tfi»*4W43>hn-;l^#fcl, 
TT«Bat©*Kl£:-r-50KT3jK* (ATCC CR 
L 8 0 0 liffl»»it±»±0flSt#) Sri 0 a lin*. * 
±3 O^WSJiBS-Sfc. 5mM EDTAS^tJTyr 

ode mmm i ii *id*.t, 9000 mmmm 2 »m 



**=fttv9XI gGSiHA-C. *±3 0#IBK£$it 
fc. ^©EffiiUfcfirlXBSAiSmM EDTA££ 
tfPBSfclmliinATFACS t a rfi^Ufc. JEffTA 

#li£Stt&*»o&. 3>hD-;H:l/T, jtuNS©* 
Wt^V-#-T&£GIIb/IIIafi:ttT5St# (- 
?l"f) SfflV>*i!lWlS-&##&il& (08) . ft 
*. H*. ««tt. GPIIb/IIIa. italic 5 ©W 
•fe?*-£»ttOKT 3trEiI©f83i£^1\ 
3. g«»*|iBMEG0 1©^MfctMHl/2 0a# 
©$g£tt 

A**© WMM 1 3 tlT V» « BttttKHMIkM EGO 
1(IF0 5 0 1 5 1) tt. 3i3ft»SlS:4ASi:» 
ft;UTJlii/MR«©«!?-«*ta'r5<k5fcft*. 

MEGO 1 ICO. SmM-WJ* cAMPfcgsiUlL 
T, ««WfcMHl/2 0tt#©«^tte*lt#!4- 

(1) tmcn&rm^tctzz, sBBZv-wzft 
#m&tf&t>nrc. *^©mego i\zh&#im& 

l>T»ZM&tffL<otl1i (0 9) ~ (015). H«t». 
jt«l«MHl/2 OSfr. jiMWi»!STr**OKT3i/i 

[0 0 18] 

[^W©3S*] *%Wec#tt> C5aH:^-©Uif 

5a©»£. £5^fiiC5al^:/*-©f£§i©8M££ 
ffi®TWfflT»0. r©C«»:«S#©fiiC 
5attMl K1i% s H\tt£&1fi& 6nTVift*>o fcJk/h 
«±©C 5 a©#flE©****SI««K*^TW«lC* 

[00 19] 

DBMS] SH^#^(SEQ ID NO) : 1 
mm<D&2 (SEQUENCE LENGTH) : 2 0 
mi<Dm (SEQUENCE TYPE) : 75 
BB?iJ©Sgi (MOLECULE TYPE) : 



SH^J: 

Met Asn Ser Phe Asn Tyr Thr Thr Pro Asp Tyr Gly His Tyr Asp Asp 



1 5 
Lys Asp Tyr Leu 
20 

[0Bfi©fi»ft!&9I] 

[01] tt. SXD-f HMBP3 9 (+) ©SHIS** 
f. 

[02] fit. Sft##l$©*HbP 3 9 (+) *B»©C5 
a MftC <fc-5N- 3-D - ^31*5 ^y- 

[03] 3-JVFC5 a8sflnl;:<k5*MtP3 9 (+) Jffl 



10 



15 



«BKH»ic*rr*c 5 a©*§£iag£*-r. 

[0 5] *ffiA«t"±0»Jll/&**eJfc»«iBT?©C5 
[0 6] 3MtP3 9 (+) DlfiT©C5aRffl» 
[0 7] *MP 3 9 (+) «Wnr©C5aR©5B£© 



B*a#fc*fr*iWC 5 a ©*8Slflg**1-. 
[04] MH1/2 Ott#»»C±5^kP3 9 (+) 50 



[0 8 ) t hIBirjil/Jvfc±-p© C 5 a R©5gS©#P«T. 
[0 9] E^*«iffl)ia©^flr:fc#o C 5 a R©58S!©at 
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(8) 



13 

cMivmm. (oh) 
[a i o] mm®mme>Mt\z®5 c 5 a r<d%m<d 

m. ?7?)lcAMVm& (2 0) 

[gun mmmmmtozfts c 5 a ro&s® 

m i^;l/cAMPSsJD& (3B) 

[012] gtt#8flUB®jMbiCft3 C 5 a RWfSS© 
ft*. SWJP cAMP 8&Jn& (4 0) 



8-109200 



14 



[013] gtft#9ttft®£MI:l:ft3 C 5 a R<D%m<D 
m. V7?)lcAMmM®: (5 0) 

[014] ummmftMtm c 5 a Romo 
m. s?^/PcAMPaan» (70) 

[015] ^pgttBO&fcCft 5 C 5 a R©&Si© 
H». y^^cAMPWBft (9 0) 



[01] 



[02] 



[03] 



0.8 



0.6 



o 0.4 



0.2 



0.0 




~> r 

0 0.1 0.3 1 
CSaWt(nM) 



iE«D.oooiaooi aoi 0.1 1 10 100 1000 
3-*KC5ai«(nH) 



1 2 

scaft (a) 



[06] 



» 

IS 




0.0060.0320.16 0.8 4 20 100 ,a 



[09] 



[07] 



[08] 



t 




(9) ftM¥8- 1 0 9 2 0 0 



[010] [011] [012] [013] 




[014] 

[01 5] 




(si) int. ci. 6 «re ffmmm fi &m*m 

C 1 2 P 21/08 9358 -4B 

G 0 1 N 33/577 

// A 6 1 K 39/395 N 

(C 1 2 P 21/08 

C 1 2 R 1:91) 
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